. KMnO4 footprinting indicates that the binding site size of Pif1 on ssDNA is 8 nucleotides. (a) The substrate was a radiolabeled 5'-G-BiotindT-T23-3'. Footprinting was performed as described 1 with 500 nM Pif1and 10 nM DNA in 25 mM HEPES (sodium salt) pH 7.5, 50 mM NaCl, 10 mM MgCl2, 0.1 mM EDTA, 2 mM β-ME and 0.1 mg/ml BSA. In the presence of Pif1, regions of high and low reactivity, as indicated by blue and orange bands, respectively, were observed. (b) Radioactivity in each band in the presence of Pif1, relative to the absence of Pif1 was quantitated. Error bars represent the standard deviation of three independent experiments. Three regions of low reactivity (orange) are separated by approximately 8 nucleotides, suggesting that each Pif1 monomer binds 8 nucleotides. The model illustrates three Pif1 molecules bound to the oligonucleotide, resulting in three regions of low thymidine reactivity (occluded by Pif1) and two regions of hyper-reactivity (blue arrows). 
